After ruling out specimen mix-up and technical error, the most likely explanation for these 25 typing results was an issue with our assay. Agarose gel electrophoresis of the rRT-PCR reactions 26 demonstrated strong bands at the expected size (92 bp) indicating that the primers were 27 functional and sequences targeted by the probes were likely mismatched. Sanger sequencing of 28 the amplicons using the assay primers revealed a single thymine to cytosine change at nucleotide 29 the United States, suggesting the random appearance and widespread distribution of this variant. 34
35
As this base change is directly adjacent to the mutation that confers oseltamivir resistance, we 36 evaluated the sequences of primers and probes in published assays to determine whether those 37 assays might also be affected. We identified nine additional H275Y assays in the literature (1, 3-38 10) ( Table 1) . Of these tests, only three took this variant into account (4, 6, 9) . Given that 39 numerous strategies were employed to increase target specificity, including minor groove 40 binders, locked nucleic acids, and RNA bases, the other assays would likely be unable to tolerate 41 this additional mismatch, and mutant or wild-type sequence containing the variant may not be 42 detected. In addition, an erroneous subtype could be assigned if the assay was not used in concert 43 with subtyping based on another region of the influenza A genome. 44
Introduction of a degenerate base in both probes in our laboratory-developed assay ( 
